[Abstract] Silicon (Si) is a biologically important element for plants in the order Poales (Yamamoto et al., 2011; Kido et al., 2015) . In rice, Si is mainly deposited in the motor cells and the cell walls of the leaf epidermis. However, the molecular basis of this overall process has not been elucidated. Thus, we propose a protocol for the histochemical staining of the silica body based on specific hydrogen bonding between silanol group and the carboxylate group of crystal violet lactone (Ichimura et al., 2008) , as described by Isa et al. (2010) , but with minor modifications. This modified protocol can be used for observing Si accumulation during rice development.
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[Abstract] Silicon (Si) is a biologically important element for plants in the order Poales (Yamamoto et al., 2011; Kido et al., 2015) . In rice, Si is mainly deposited in the motor cells and the cell walls of the leaf epidermis. However, the molecular basis of this overall process has not been elucidated. Thus, we propose a protocol for the histochemical staining of the silica body based on specific hydrogen bonding between silanol group and the carboxylate group of crystal violet lactone (Ichimura et al., 2008) , as described by Isa et al. (2010) , but with minor modifications. This modified protocol can be used for observing Si accumulation during rice development. 2. Cut the rice leaf blade into pieces measuring approximately 2-3 mm in length ( Figure   1A ) and immediately immerse it in the fixative (the cut tissue will float on the fixative).
Materials and Reagents
3. The tissue/fixative is placed in a desiccator, which is connected to a diaphragm vacuum pump. The tissue/fixative is vacuum degasified for 5 min at room temperature using the vacuum pump before releasing the vacuum very slowly. Pull and release the vacuum again until the tissue sinks.
4. Incubate overnight at 4 °C without vacuum.
5. Dissolve 5.0 g agar powder in 100 ml of PBS using a microwave oven. Place the molten agar medium on the hotplate/stirrer, which must be preheated to 60 °C. 12. The benzene-equilibrated sections are stained with 0.1% crystal violet lactone solution for 10 min to visualize the silicified cells.
13. Place the stained sections on a microscope slide and cover it gently with a cover slip.
Seal the cover slip with nail polish.
14. The sections are observed using an optical microscope and images are recorded ). This protocol is performed using the fifth leaf blades of rice plants grown in +Si conditions (Kido et al., 2015) .
Recipes

PBS
Dissolve 10 PBS tablets in distilled water to make a total volume of 1,000 ml 
